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Supplementary Experimental Procedures

Restriction Digestion Analysis and Mutant Confirmation
Colonies were randomly picked and grown in drop-out liquid media for two days, after which the plasmids from yeast were isolated using Zymoprep II Yeast Plasmid Miniprep kit (Zymo Research, CA). Yeast plasmids were transformed to E. coli strain BW25141 and selected on Luria Broth (LB) agar plates supplemented with 50 µg/mL ampicillin. Colonies were inoculated into 5 mL of LB media supplemented with 50 µg/mL ampicillin, and plasmids were isolated from the liquid culture using the plasmid miniprep kit from Qiagen (Valencia, CA). Plasmids isolated from E. coli were then subjected to restriction digestion. Usually, one or two enzymes cutting the target molecule at multiple sites were chosen. The reaction mixtures were loaded to 0.7% agarose gels to check for the correct restriction digestion pattern by DNA electrophoresis. The site-directed mutations in the YEp-ADH2p-ATEG_03630-HIS-F264A, YEp-ADH2p-ATEG_03630-HIS-T307I, YEp-ADH2p-ATEG_03630 -HIS-H358A, ADH2p-ATEG_03630-HIS-P366G, ADH2p-ATEG_03630-HIS-S540K, ADH2p-ATEG_03630 -HIS-T307I/H358A and ADH2p-ATEG_03630-HIS-F264A/T307I/H358A were confirmed by DNA sequencing.
Compound 3 Preparation
Compound 3 was prepared as described elsewhere 
